ABSTRACT
INTRODUCTION

61
In recent years numerous studies have focused to delineate the pathogenesis of 62 renal fibrosis, which may be due to fact that there is a strong correlation between the 
MATERIALS & METHODS
90
Animal Model: Male Wistar rats weighing (200 to 250 g) were used in this study. A 91 unilateral ureteral obstruction (UUO) procedure was performed as described 92 previously [41] . Under general anesthesia with isoflurane, the rats were subjected to 93 UUO or a sham operation. In UUO animals, the left ureter was identified through a μm-thick kidney sections from UUO and control rats were prepared. They were 110 deparaffinized and hydrated in graded series of decreasing concentrations of ethanol.
111
The sections were then overlaid with primary monoclonal antibody directed against
112
HSP47 at a dilution of 1:100 (StressGen Biotechnologies, Victoria, BC, Canada), gene-disruption conditions, as described previously. HiPerFect transfection reagent 137 and siRNA were separately diluted in serum-free medium and incubated at room 138 temperature for 5 minutes. They were then mixed and incubated at room temperature 139 for 10 minutes. Aliquots of the transfection mixture were added to cell culture medium.
140
The medium included DMEM/F12 supplemented with 10% FBS. Following a 3 hr of 141 transfection the culture was maintained for another 21 hrs. The cells were then 142 subjected to serum deprivation for 24 hrs prior to TGF-β1 treatment. to that of control kidneys, and tubulointerstitial damage (score) was also markedly 241 increased in the UUO rats (Fig. 1B) . By real-time PCR, the mRNA expressions of increased notably in rats undergone UUO (Fig. 1Df) . Immunoblotting analyses also
252
showed an upregulation of HSP47 with a parallel increased expression of FN and
253
Col.I in kidneys of UUO rats (Fig. 1E) . Densitometric analyses confirmed the 2-3-fold 254 increase of HSP47 and ECM proteins' expression in kidneys of UUO rats compared 255 with the controls (Fig. 1F) . ECM proteins (Figs. 3B, 3B.1-B.4) . In addition, as assessed by ELISA, HSP47-siRNA
also inhibited PAI-1 protein expression in HK-2 cells induced by TGF-β1 (Fig. 3Ｃ) .
294
These data thus support the contention that HSP47 specifically modulates 295 TGF-β1-induced ECM proteins' synthesis in HK-2 cells. and JNK inhibitors (Figs. B.1 pathways may also be involved that contribute to the increase of HSP47 expression.
432
In summary, the data provided in this study suggest that HSP47 mediated Grants from the NIH DK 60635. 
